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Abstract of JP10257900 

PROBLEM TO BE SOLVED: To separate a 
nucleic acid having a mismatched portion by 
bringing a substance capable of binding to the 
mismatched portion of the two-strand nucleic 
acid bound to a catchable substance into 
contact with a two-strand nucleic acid group 
and subsequently binding the catchable 
substance bound to the bound two-strand 
nucleic acid to a solid phase substance. 
SOLUTION: This meted for separating a 
nucleic acid having a mismatched portion 
comprises bringing a substance (e.g. a Mut S 
protein originating from Thermus thermophilus) 
capable of specifically binding to the 
mismatched portion of a two-strand nucleic 
acid bound to a catchable substance such as 
biotin, avidin, digoxigenin or digoxigenin- 
resistant antibody into contact with a two- 
strand nucleic acid group comprising two- 
strand DNAs, two-strand RNAs or DNA/RNA 
hybrids to bind the substance capable of 
specifically binding to the mismatched portion 
of the two-strand nucleic acid to a mismatched 
portion-containing two-strand nucleic acid 
among the two-strand nucleic acid group, and 
subsequently binding the catchable substance 
of the bound nucleic acid with a solid phase 
substance, such as avidin, biotin or a Mut S- 
resistant antibody capable of catching the 
substance, thereby enabling to separate the 
nucleic acid containing the mismatched portion 
from the two-strand nucleic acid group. 
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(54) SXV?7*&t&m*#m-*l3&**.XPt<altti><Dim 



(57) [g*>] (fclEW) 

S«JSf. • tr-*7 5X(The 

rmus thermophi1us)&3lHDMu t SgSH*fi^§-ti-. 



tm#« 1 ] 2*®.m&m <a> k. mumm*® 
n (b> %t£&vtc2WMmo$x-*??ic®¥mic 

(A) *©5^v^^^ty2*:6i(lSP (D) 
*. 8te£L.fc*« (E) ©ff!£oJt&&&g <B) 

( b ) zmm. l s zmmt udm < f ) t&-& 
s-s. 2*®mmm (a> ^ts^v^^tu 

[|g*3S2] 2*8M£l$*Bi (A) i)K 2*|RDN 
A. 2*iSRNA*fc»DNA/RNA^^-/>; 9 Ft? 
*SfS#Jl 1 iB»©;£fe, 

[»^3a3] tffis&mKim (b> 

SM*8I 1 I2«8©:*f8;. 

[i«*14 ] JMOTtt&WK ( B ) £«Ti£ L 5 
<bl,;M&ft <F) j&s. BtB«:*S£UcTfcrt». t:** 

u t stsfjrt?**tijjag i ®&<DJsm. 

©#&„ 

[ if ^31 6 ] 2 *§gt&IS© 5 * -7 * mtMCtSG 
tZim. (C) *». Sfffi*?l»@Eb*(DDNA^ffl«:PI|^ 

•rasa®. ^n»**©DNA«g«tcBi#-r-s,sa 

». tt¥ffl£*©DNA<?«tCK#T*£ef!£ft:ttfc 
hS*©DNA<@5SJCH-^-rSgam-C**i«#3«liH 

«©}?ffi. 

-T4«J» (C> **. lSfiW«tffiEb3fc<DDNA<gffi«:B8^ 

-r*seffc**i*3j?Ji i fa»©;*r&. 

tl»^S8] 2*8lDNA©5*V9 7HC^I*HC*S 
^••S^ft (C) *«. -9-- • =&7 ^ 7* (Therm 
us t±iermoprrilus)6&3fc©Mu t S W&M~C$> Z> W#*S 1 

gats©:frfc. 

/c 2 Xffi. D N A © 5 * y 5 

S»Si2«SDNA»ai'©5X7^«; 

£tf2#gtDNA<&*££<*-l* ttttrfrl/fcttftoe*?- 
>*Htt<bLfcT^y>ailS^S*. &2#iKDNA 
*@|*^ 5 * v ? * D N A fc&fltT * C i *«f8* 

i-rs s ?*^tfDNA4^iai-rs^. 

[IS*?* 1 0 ] SS(Jt*iSlE©ffiS©-!f^ *;M$7& 
£#6*aS2*tf[DNAaiHK:. tr^^WtL/cigK» 

Xv?**^t*2#|flDNA*!te£3i* &«r»T. DN 
©T~- U >y*fc«7 , 7-<-=?-©f*gSCt»SfcW^-© 
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2 

Ammfrz 5^-7 9 ^^t?D n A*^»-rsc 
mimi n ttiiwisa;^. pcr. nasb 

SJS-C* -5tt*)« 1 0 1348©*^. 

1 2 1 m&momn < b ) ufc2 * 
««w©5^9*»c»««wctt*r*«w (c> *$<t 
io uwmtmmamn. <b> *jii?j£L5*@fg[bLfc*3js 

<F) *&tscbS:%f®.tlr?>$.X'?y**t;tsimz 

m#m 1 3 ) jtfflNft&ttK <b) wt^x r 

i®#m i 4 j }f snitttfMr < b ) «rit i£b ^ *@ 
ffl^bufcigjM (f> *s. amcm&otc7'\£i». 

Mu t S!n«rc*Si*^l ZBMCDMX. 
20 [iftsJSl 1 5 ] HtB*iW«»^Ntf4. fcaas^ *f 
«*?tttfiBtt<b$nfc. cn6©^©-C*SIS*3Sl 2 
I2«fi©i«^. 

16] 2 ^:|g«»© 5 X v , ^(CWH«KC«| 
^-Sfeia <C) *». !SK»^fflS*©DNA<S«(cM 

^r«sait. ^d»M**©DNA^«{cw-^-r4ge 

K. fS^®S*©DNA^«(cM#-r4aie»*fc»t 
h*3fe©DNA<gffiKB8#t-SSiae-C*Si»*3Sl 2 
i2tS©St5l. 

til^a 17] 2 £ ? fic&mffjictii 

30 <&?2>®)m <C) A*. lSK»MB*3ti©DNA<Sffl«:Ba 
^^SfiHr l 2iB*S©l*^„ 
[St3j3gl8] 2*8flDNA©5X«7 9^K:^Sfi«JtC 
*S^-r*WK (C) *J. -fr-v* • ^ ^XCThe 

rmus thermophi1us)fijfe©Mu t SSeR^**!**^ 
1 2g3£©33g. 

[»*^19] ^5}-^Wfcl,fc22t:iKDNA©5^'7 

38=&^i*C LZmikTZ 5 ^ v 9 DN A*^ 

Rtr*fc«i)©Hli. 
40 t*P©^«D%lttW] 
[000 1 ] 

[»w©M-r *««»»] *»wtt 2 #tc2 

NA4»at-ri^ffi*}J:CJf^ffiK:fi[fflt- SiaSgKBIf 
[0002] 

[se*©s^] DNA!xy>5- eifimmmteffitotcD 

NA=Sr^fiS;U-Ct»<^K:. *5«S-ClfiK©^0 «jBC 
50 KimOiitHfA (5^-T>3-!i<U—>3» . X 



(3) 

3 

fflafrHttZ. DNAJt<SSJ£«:«fc<fl9t^*iSp 
o 1 I 7t 5 U--(ClHT&DNA#lM9---trtc*il7 

5nfeC<b*J^3*lS (Gene 108, 1-6,13913. CtlK 
JCtlt*. Taq DNAsK'J^^— ^4ffll»TiK)10O,O00^ 
S*f%^fiK-r*StC. 1. 4~2. 5I5]©ii)^-C^© 

DNAjK'J^?- tf. Pfu DNAsKlM-7—t? 

-C». cn<t0fc»K*s(6<. *«) i.ooo,oooJft«*f*^ 10 

fi£-rss«: v i. 2-2. o@©su^'cisi8<o^o*se 

[0 003] CtlhODNAtf'J Jz>~ ^lOt, D 

zmmtisx. s?.Kiiis*jjitffc«>. engine 

tCC&S. «£r>T. C*lfc©DNA#'.M5-~t?£flil> 

[0 0 04] Wagnerfett^l/n^-Y*— ^©xi»V>3 20 
^©IBHISlBfcm*. &6ftfcDNAIW/t*:S:t?feU 

Assises. Mut s4ffli>-c. ttnzftmtttm 

Zm&Ltc <W0 95/12689). L^L/ftJ&*e>. C©!#&"C 

^»©**©M u t S *EtB3a#tI{*«:J§£;i Hi * £ 

D N A«g£KJ£%tT 5 te*. *J>S©1*-> £ 
SJ£«©liHR«tl^*JS<^l6iS-r«>^. 3 6K^ 
K@4SM)Mu t SB^IK^SST*?). DNAifilg 30 

[0005] 

[SB9!*l«fcb«fc5<i:-rSiiyg] *CT, 2*11801. 
[0006] 

[isfii*fii^-r*teA©*e] *mi%h\im*tit3g.& 

fc2^DNA©5^V5»^tc«FSflej»cSS^Ti!^a«r 40 
^SCitCfcoT, Z^DNA^Ba^es^v^? 

etc. 2^DNA©s^-7 5> ^K:^sa<j{c^-rsti 

JgKJmM*3S©2*:iSDNA©5^V9f : - 
K«fSW«C^-TSMu t S gBff C£»C J; o 

•C. SS©DNA^tggl^c|JT2*fiBDNA&ffl*><E> 
5 * -7 v *H^>J£^tf D N Af&fJtfcffiffiJC^tlt-CS 

[0007] *tj:t>ttftw{i2im®mm (a) 

K. fi!S^&!fe® (B) **S£Lfc2#l8gtB&©5;* 50 



10-257900 

"^9 ^tCiH^JK^Ti^M (C) i*. «2 

#$^©5*^9*K#jfifcfcte£T4!|S&f} (c) 4 
2Wfm®m!m (A) <t>©5*v.,^;fc^t*2#«R«& 
(D) m&&Ltc<faS (E) ©Jjtt£BjfiB& 

** (B) (B) *JiSl/5*BmL/te!® 

S (F> £*£^SH* iSS^H (A) 
*£t*£& (D) *^IB-r.SC<J:4!($©irSS^v„ 

[0008JS&, 4EimWfieiiTtt&4Mt (B) 

(C) feJrtf&iBJft (B) £J»!8l,5£Bt@<tl/fc«m 
(F) «:^tyCi«:!^mi-r4 5^v^^*#tfDNA 
*#8tt-*fc«>©l*Si* 9 h-C*S. 
[0 00 9] 

[^BJ©^*SgS«] ^SSSUKte^T. 2#&gs$ia 
(A) £tt2#tBDNA. 2*fi(RN A*te»DNA/ 
RNAA-f^y v Ftc£***&<3. S.XV-^ffifllfc^tf 

tftm ( d ) t «g - c . a - t j£W©£»*ta*2r* *a 
*«>©. *i«,>tt5Jas*fww©fBffl^*fefc&(,>a5» 

[0010] *«^{C*»U-C. ffilCTTtt&WII (B) £ 

fifigBjfiB^K (B) zmmbizwm (f> £i.r 

->tattX»S?^*^y^.>S/c«Mu t S-CtttSMu 
t S taf* W 6tlS. T ty> i bttt^ YKs-?Y7 
t^>fc£fc€6Jrc*S. i^EfflftEU^S^H (F) 

[ooii] ^fBaKfeo-cfieffl-rsffl^i tr». * 

©^«^©S?®{*-*»^5 : -JHkTJi'^5>. -y^^^. 3 

*§n^. Ste. sKy*^U>. ^'J (^^r)Ti";u 

fc{iC4a^©fta^«ci*4,^Sti-5. Ste. 

^tiUlfiib*. Bfflil/T». ^©JBttttSa^. 1& 7 

BffliL/Ttttl^-jWtCtfSU 
<. *©aB5«^?L©S/i:«^?LK-C*-3-Cfc«tl>. 
^©Vi&W&eaitt. Jt^^H8fti-©ffifi!«tfilfl?ca 
; F-'felHliR'r4/c«>tC > 0. OlumfcLb »SL<<» 

o. 0 5/tmPxtr*5. ^ommmimm 



(4) 

5 

iSM/W^y •? f ztc&icte. 2 

nfcSffliLTtt, IS1?ffiMbt3ic©tf-X. fiBIS-IWbi*© 

©#BtS:fiB#S:fOT L-rffimtCtT^ C i*J-CS S. 
[0012] 3|c»WK:4iJ(,»-C^ffl-r* 2*flM£K©5 * 10 
V-y^tC^SWKtS^-r^^M (C) i{S. 5^7»f 

r*»J. 5X-? 7 fte6I6g (Mutssei) if* 

-th. C©Mu t SSeWiLz-Ct*. E.coliSX-y^g 1 

• y (Salmonella typhi murim)©Mu t S . 

r r 3 •? • — —-t—T (Streptococcus pne 
woniae)©h e x A£ci*$tMfe©8i£!BJE&3fc©fc©fc 

•y-— =67 ■/ ■v^OTiermis thennophilus)£3fc©Mu t S 20 

Sil. eo'COCfeHTfeS^^^^DNAIS^ee^^S 
nt*Jt». f»£5g&K:<S*l2) (Nucleic Acids Research 
24, 640-647 (1996)) . 

c o o 1 3 ] mmiam&. t-?x • y--*-? -f 5^a 

hermus thennophilus)S*©Mu t S Si3f3^Pft3c^t£ 

Kffin^citt. fciT©.^-rA*%ja**«>/c.6-r. -r 

fi^<fcO&JB3ftTl>;te;tt§S[i3*©Mu t s 
• -y-— =t7 -t 5^.(lhennus thermophilus)&3fe 

©Mu t ssee»4 -c-ce *£fcLt£5£-C. *>o@ti 

[0014] s 6{c«. issmmm. v-^a • -y--* 

7 ■/ ^^(Thermus thermophilus)&3fe©Mu t SSIQW 

to*. ^itl5ie*©lSiaT-C4>f^ffl3i±iC<i:dSpIt6i 40 

DNAifiBSlS©ffiS©-y-^i'^HC*JW^^-Y 
v-i^S©T--y>^ */ctt^"5-Yv-<Df*SS 
j£. £fc«-€-©W:£©Kl6;£m>. *tih<D&StMT 
fft. fflNS*J«gft«9ff. 0l;U*fc***>«:H*B<bLfc. Jf 

y>i*§£i*ii\ *8tI<t>©DNAlllSa>*.$Xv*?* 
gt?D N A ZftmT £ C £ *. 

[0015] «©snytMu t siaso5x-7,fte 

L&C>DNA*&«l:^DNA£ttt££l.&l,» 0 C© 50 
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MutS-DNA ©fflSflUBtt. D N A©#f$S(degrada 
tion) ^14(modification)&£ 
[0 0 1 6] ^^-CttS^-fif^^^tfDNABi^© 

lijftfc'em. wu*f* c*ucj:»)« 

ta*^5*v***Stf«BteteMu sgggc^l, 
7cf&. ^^^©©e^-^^iStg^bStlfcX hWX 

[0 0 1 7 ] Mu t SS6SiJ«eiinJtg&®lS. Wt« 
etff^ £©!§£». «T©J:5«:fS#«:?f5C<i:*J-c 
#•5. WUitTtf^TS F*^Bi- r -N-b Fa 
**s*f)l>7 KX^ (BAC-Sul foNHS)£ ffl 

^atctr*^>^Mu sgaf^irrsci*5t , t 

S. Mu t S&Si? l»^*/c")©f *^ >#?•©&£• 
W*b<ttia>€»3fl^FCS>S. cn«si£^© 
Mu t Sge®iBAC-SulfoMiS©^UJt^ 1 : 8#>6 

i : i eK-rsci-r^nssns. mu t Sg&S lfl- 
^b/t 9 © b-* ^ >#^©«£^Sfc&i 5 S i: . 

Mu t ssee©iii^t&&sffi$sn-5©rsf*L/<^ 

[0 0 18] C©«t5tC*6*iD«). *§®l5J«Sfc!&JK. 
mtff **>i*fr£3ftrcMu t sa&*r*jii>*c 
£«:«*:•). J:b®Wii>S©^ ( 1 0 0 u 1 «T> 
v y ^«r#tyDNAi©^SJ£^TC». @tWb^*i?c 

0. 5*-?*9 : ^tfDNA*«$Bi*a>6l$< Ci#? 

(F) , W^tf@^bS*ifcTfP>tt. W^tflKmtf 
-X{cte^3nfcTtri?>-C**. C©tB^B»54S 
ifi3ii-Ct--X<&^3l*. Stffl©*«:jai^«J:<@JR-c 

J»«t < @JRt?**. lH|iR$nfcSlSffls«^©* *^© 
[0019] 3|s:^K:*j(,>T|5FiR$n/cSlCBiS»*©$ 

a. ^©te«-y'(5'jKc«-r*ci*s-c#s. ±iE»ist 
simtr - - y > 4/. rthBsiE. 2 *iB#iHi©&-y- >r ^ 

tf^Tfcm*. */c. ffS©-y-^i'^©*£K:i@ff-5 
■rfcfio. c©j:5k:*i*i-y^**©j£i*»Ts;*-7** 
^tfONAi^mt^-si. cn*iHM£&-7-ri94ir 

[002 0] 5^v^^|25>J*^tfDNA»i^^8t3 
ft*^£2#&DNAigH (A) tt£*©J:^ «cS*©t 



L 



jvimrmicnbtizm®. $?tw. dn amasses 

•7 V 5=-E?t|^fiSiS-l±SCi*sr#i (B2#18D . 10 
[0 02 1] c©<fc5Ki,-a&e,ftfc&®gB]«:;*tu 

TfcSO. C©«fc5fcltiSlM*.a'©j&tti-C$.*^'9 7- 

gtt Z>mm*-&tsifi 5 ».» &l>8rJt©ifeJdi* 20 

IWratitfTtS. DNAJg«RjSBPCR. NA 
SB A. 8®&ffifg. 3SRfc<!:*^$*lS. 
[0022] PCRiB. TIEIg*&tr&gra©J# 

ISA. £«{c«fci?«8«)«it4^§g14t-r. i#aM&i8 
its : 

T P Sr&SjmD N A # »J ^ 5 - •fefSr£tyS8fHfigfcHJ-C 
SICS«-C. l^t«»tc±i2^7^-7-*7--^S 30 

IgD. ±iaXfiB. *J«tCJtXgC. S^DiST. 
[0 0 2 3] NASBAfe^SSRili, TiEXgS: 

igA. sfi^ESfci&gKj: o ^tt&fflu/c i *m<om 

1 Sf . m 1 S$M©«ii8S2?U ( RN A) im o-c%& 

^tfSSl^-fv-^-f^'J^XSt, RN 40 
AfiSciGFD N AjH V M^y—MtCji t)#jaJ*ti"C. f&l»SS 
R N A K.HBtmtl%i 2 UST* 1 7~> v-«Jg!J3j 
(DNA) : 

IIB. Sn8SSDNA*>fc»2g|SDNA?:$5-8il> 
T v l*«8©Sfl2g&M8Ba (DNA) : 

xsc. i*ia©»2H^DNAK:. mmmomm 
n (dna) (ctaaBw^KiBfij (dna) fcwrsa* 

2 7'7^v-4^^^»;y-fX3-l*. DNA<ft??DNA 

^tC<t0f*fiO. »2^DNAKtB?tB«J% 
mi-l^A^-fagm (DNA) C©J:5tCL.T 50 
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S 

DNA*RB#£*feRfcSt>-: 

DNAtfcSRNAtf'M^-- V*m^~C> if§B2^D 

n a tpmtefr h mLwmm>^m> r n a =i tr it 

XgE. i&K(CJ:9. faseRNAatr-fcJBHT. TI2 

isi~4 *.smttmm k> ig-r . 

[0 02 4] NASBAttlSB. (CfcUtRNas e 
H£«fl!U 3SR«g»@!l4«:«fc*)mi»SDNA*>6 

[002 5] mm&i%m± «. TIBXfI*£rtr&i8i55U 

xgA. 4>&< ±6 i ^easn/ciasijs©^**^ 

X*U:*>>K3 U^St. 5' —3' i*V**UT~ fe* 
DNA#'J^7- fe?. fcWSHfll© 1 ^fiRKffl 
fflffrCv 5' 5^S(Ci>K^i'UT--e©fc*©igiS12 
3?»JS:*rrSig&©:/^-(v-, 43J:C?WIBI2Sffi25>J*>e. 

2*ia©-^©«i*iaife<a«*r*^tf»^«:t»-r*i 

XgB. El£g1&*£j£^*©K:;fe#&BS|l8 > sitag^ 
«5il^Sf^*SJSSl±S. 

[0026] &mi<ojk&mti:mtm®t lx\z> 2* 
iHDNAaffl«:KJi-f i wbL//c5^v9^iK^«js (» 

S»?Sl®**©DNA^«{cM^.-rsgaH) 

5^-7y^^US:#tf2^DNA4«S^S-«i. i£ 

tt. aEDNA«EB*>6 5^-^v^^>Jife^tf22!E«|DN 
A4»litr?.{:iJ:0*€,^*5ife4 (Hl#R8). 

[0027] $ nicMmbtemmBmt u-cu, 2*« 

DNA^HK:. K^^Wbl/A:-^-^^ • 5 

^Ohermus thennophi1us)fi3S©Mu t SgaS$&8& 
5XV,.^ffijaj^t?2*^(DNAW^i^3 

KDNAI6aA>6 5^-7^5 1 ie5iJ 3 &&tfDN 
ASr»8ITS^*J*.So 

[0028] *$mv>wj:mmmm± u-ck. d n ajs 

HS5l&©tt^©-9--Y 9)m7'&lcmt>tiZ 2*«(DNA 
«Htc. K^^>fbL/^22|!:SllDNA©5^Vy^iHyiJ 

#t»2^DNA<h^3lt, K^^Lfc^HSrHtB^t 
Ufc^hUT'hT^^^iiJi^S-e. KDNA^H*>6 

?i^J«r#t» DNA 4. 
[0029] 3Jd6W©S 6{C»i|«tieK!fiS1ii bTtt. D 

NAWisifc©&s©-!M**arr&K:£i£u bss^ 

Urf#e,ni23j£«(DNAma«: > **?>{lLtc2* 
8IDNA©5 *v 9 7(cttW»(ctt6r«4M«ltM3 
5^w^B3?(l«:#tf2^DNAi«S^3-&. 1$ 



[0030] UTtt. D N A*9HKJ£©ffit© 

tf- * ;nrr & k » e. ft 4 2 d n a m m 1 ^ > 
g*. DNAifiiKj£©es:©if^*;wc:tews:/5-f 
£tc&*<Dmi5<DE:fo-em\ -£ft6©sic;**7&, & 

N A«H*>e. 5 „ 5=-|2?"J«:^t?D N AKK-«:»»fr 

[0 03 1 ] ^^t*. Ji«gpJfiBfe!gjg (B) **££L, 
ft: 2 #I1M&K?© ?-K!Rfgfl«jtcte^-r 

<C> fci^liffipj^^ (B) *JI8ils9*Hffi 
{bL^ff <F) ^tfCi^StinJ^^f* 
^tfDNABrK-^MI-rSfcfcOKSI-C*^. 
JSSSfili U T« tf* * Xt t fc 2 #i8D N A © 5 * v ? 

*£tf. 2#§fl^©5*V9*K#JlttKiS£*£!&l 
SU^**9K*S£3ft;UiMSig|fe&!BJS? (B) ©# 
1 — 10. #SL<ttl~2-C*S. JiJEUte 
ftigJK (B) *«S^bfc2^«K©5*v.,*«:!|t|s 
(fttc^-rs^® (C) *^tffetSI«. flklc^S*. >< 
?7r-^tr. iSfflBgoItg«cftS (B) *JfJ£ 

U5S@tHbl//c!gJS (F) «. JMOTtt&4Mt (B) 
Lfc 2 *4H«K© 5 * v * ^KftJItttcte^Tr * 
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t>. mn&ajmuwm <b> iffiseu^iHtafbL/c^ 

ft (F> ttfifcpJIfB&igjSt (B) «fcO*t>Ci36S»3EL/ 
[0032] 

IX tf— "^X • If— -=E7 ./ ■S'^CThennus thermop* 

p c Rm&m(om& 

®mm$kE c oR I T*8{b§ftitepMOL2 1 

ma^vJ-v-P i OEmHNti ) 

WI^-^v-P2 (BE5>J#^2) 
PfUfll 10XJt»5 7 - (StrataqeneSS) 
Pfu DNA#M5-K (StrataqendBt) 
2mM dNTPs 



(6) ftR? 10-257900 

10 

* h1lus)HB8t*E&3fc©Mu t SgeSfOtrtf^WbKlS 
t-V^ • "9"— *7 •< v^Ohennus thermophilus)H B 
8ttft*OMu t SgfiS («T. TthMjtStiBT) © 
MUi. Kft£K<fc r> TWin 3 ftfc#£ (Nucleic Acids 
Research, 24 640-647, 1996) left -a ?C. tftf?>{bE 

^tt$S) Sr^SfliL/fc. *SS¥3ftfcTthMjtS 2 5 0 n g 

* * 5 Fx^^JU(BAC-SulfoNHS) 1 Ofigi* 

10 0. lM'J>K^h'J^^I8»jS(pH7.5) 10 0ml* 

Tista o^rasi&ofc. msm.* i o mM«; >mr 

h <) V&mvtm<bL?tiz 77*!)Jl/G-2 5*7A(l 
aa<t>X 5cm){C*>l^ % 5fcJKlS© BAC-Sul foNHS i TthMutS 
%^8tL-/c„ TthMits lfrf-ibtc*)l l C&-£ZtitcV*9- 

T^^>-HABATt»H2-f{Cj;-3T«iJSL/?t. *©*S 
*. TthMuts l$H=-$»fci) 2. 5ffl©tf*^>^F*«*S 
£3ftTT(,>fc. 
[0 03 3 3 ggfeW2 pMOL2 1©PCR(CJ:2,JS 
20 4@ 

^7X5 F, PMOL2 1 (^tc4S^ S*Scg«fc 

«ja#> B-e-©^f*K:T>fc:^y>i«sae^Rotr 

P s Ljt&F-**rrS. r p s L*fie?OttlM**MI 
finiSF^ 1 2S rRNAtCiSA-TSCitCtO. *<dmuh 

^K£fl#£Ci©&#«SBL&<&ofc<fc^ *©*BIIB 
fix r U^rWf DNAiMBHtflc 

3 PtPCRtCfcQWBU BEttttttlsftiflt. C©7* 

> Sr^tf $ & t>8Jftte-C J^eE 3 ft/c a n - 

-3aj©jt4feo-c. <e©sts^*mtaL/c. 
[0034] htk, p c R©^ft*iar. 



lag 
1 0 p m o 1 e s 
1 0 p mo 1 e s 
5 u 1 

2. 5mm 

5 m 1 
50 u 1 



9 4*a 3 Of* 
5 5'C. 3 0tS> 
7 2 XL 3^ 
gjLgjk^ 25H1 
[0035] &&ftfcKlS*K:> J£tT©©l®€:aS»DL 5K fc. 

5ig/m i y;3-y> 5 u l 

5M ilFmT>*^^A 5 0m 1 

4 y-furij— fi, lOOul 
[0 03 6] ^iS"C±ia5J£ffi* 1 O^IHfifegLyc^. 50 ISOOOr pmTIO flfBJi&MrfBSL, D N Attfa^SlR 



(7) 



11 

f£. ?SS*4 5 m 1 KigflSl/fc. CttKl 0XH^y7 

t- (Mmn) 5 m i . e c o r i (mm*) i o#ct 

*fln*. 3 7-C-C1 ettNK&l/fc. EI&&7SL 7* 
t», 50m l©TE/<? 7r-«:8fltl,-C. pMOL 2 

i *«s«j*#yt. > 

p MO L 2 1 if4gj£^ 
2 0%PEG20 0 00 
1 0XHrt»7?- 
±IBSJSJR*9 4-C. 2#flnli&U/c|&. *ij2*C»»-C3 



* [0 0 3 7 ] g 



12 



10-257900 



'4 tTthMutSK 
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KB* 

£tt»*§£UfcDNA 
1 OXTthMltS't^T- 
(50 OmMTr i s -HC 1 (pH7. 5)> 
MeCl, . 7mM2>;b*^bx^y-;l/> 

[0 03 9] ±EK£tt*60'C. 3 0#«JBLfc© 
&6#>C8!>1 XTthMutS J1? 77-5 0 M I -C3H 

o. 5me*m®i,tc. m.u-e5fmts<.moic<D*,> m 
Sf£:ffi©5^2 w i ^io. (m# 

*S> 2m 1 £A6U £K-C2ttnKl&bft:ft. *JIB 
MF 1 0 l<Z>3>fcTf->H2;l/200u 1 Kjpjtft:. * 
±T3 0»ISftIim 4 2'C-C3 0»ffl«SL, > (E 
ftKJkJztcRLA:*. SOC*gife8 OOyl fcftl*.. 3 
T'CCl^raffiWc. C©?^. 100(il«7>t 
5>"J > 1 0 0/xg/ml«rSOLB^i6^L'-h±r. 

fl&©9 o o m i *T>\zisV>i oong/m i te^tf 

* h U7"hv-f^>2 0 Oug/m 1 LB igifiX* 

ftHMEcoR irmS*lft:pMOL2 1 
( pMO L 2 1 tt&Jstfteig* JtftttSJ: 9 A*) 
i$m-?=>J-7-P 1 

PfuflJ 10X;1»7 7 - ( Stratagem®) 
Pfu DNA *»JjI9— K (StratageneiJ) 
2mMd NTP s 

ggmfttt 9 4-c. 3o» 

5 5U 3 00 
7 2'C. 3# 

to 04 2] kkhm 9>vs®m<DT=—v>itmm 

<5 5*C. 3 Oimtiim) tce^-^WtTthMutS 1m 
g , */ctt 1 0 @B©7i- > ^HMM ( 5 5 "C. 3 
OfMNKtf9) KK**><bTtM*itS 2 M g ^SloiKKSs 
JO L/c. *ft*ti#SKl»rra (7 2'C. 3#&7 



HSfi^l2-C|f6n/cpMOL2 1 JftNUHMtKftU W 



3 1 JU 1 

5m 1 
4y 1 

* [003 8] tr*^WbTthWjtS«:J;4 5XV-5.?-=&^ 
tfDNAR>r©#iat©fc«i>fC\ TlBSJtS««rfflSL/c. 
1 2 m 1 
4 m 1 
2u 1 

ImM EDTA> 5mM 



2 m 1 

20* U- r±T?2 0l$m«*t/fc. T>fcri"J>«:&trf8ii 
"CJfcfiJt3ttfc:an-HBt (Ca) . T>evy ^RtfX 

<cb> Tiessicfcogsjiss <m. 

f . ) znttiutt. 

m. f. =Cb*100/(Ca*9) 
[ 0 0 4 0 ] m 3 tCTnSia* «fc 5 tC, TthMutSSrttJ^r 
tk£i>tmteJtL--c. Ttmjts4rlwitfctt«»waK:S 
IW*HBTU fiG^T. gtt*J:tJ s ?i*££K:<fc»>8B© 
|g «5 tfimc o/t6i5#K: 5 * v ? IffcD N A ifi 

[0 04 1 ] aa>W4 DNA#i®Kl£;tp©e*^Wt 
TthMutS ttJciSXv^fc^tyDNABrJ*©*}-!* 



1 n g 

lOpmoles 
1 0 p m o 1 e s 
5m 1 

5 m 1 
5 0 m 1 



B$) tC*6*»i;«M XTthMutS ^>7T-50tflt3 

0. 2m g <BI&M9 Jl/5@@©tg£) STctiO. 4 
mg {BJ&M**\ O0S©*8^) *HHl/fc. 

so •c , 5^rafikiab/c©%. ia«x*>F'Cf-x*«Fii < 



(8) nmW- 10-257900 

13 14 
±ffi*\Bl®.l;tc. HJRLfcTOKtiSIS&^TJfiJaStS * [0043] 2 5 HHf -f * JV&feT 

5mg/mli"j3-y> (^-'J»tf-7>;WA) 5a 1 



5Mi*KT>*-$ A 

WM~C1 Offflfiffl.l>tc&. 15000 rpm-C10»BS 
DNAtt^«r@JRLfc. 7 5%x*y-;U5 
0 a 1 -C8fci£U &8IOfcft. ^S*4 5 a 1 {C*g8?b 
fc. CtitCl Oxhm, 7t- (JKSM*) 5 a 1, Ec 
oRI (J&flMiS) 1 OSMaSrflll*. 3 7'C-Cl 6B$H5 10 
&Ltc. KJ£*S7ft. -ixs-frMtH* jaat^Ai 
ffl v i$^-;l/j5tK«rtft>. 50(«1©TE^77t- 
Kj»)»L/fc. COS*.. 2/ilitD, ^^y-^a^ 
>W 2u l £iB£U SS"C2i^WiSf£:i,fc 

ft. T^IBMF 1 0 l©=a>tf^>r-te;U2 00a 1 tc 
ft]*. A:. *±t? 3 0 »ffl&H L> /eft. 4 2 'CTC 3 0 tHffl 
GSiSU Sft«:^±«:ML,fcft. SOCgifi8 0 0al 
3 7-C-ClB$M«jab/c. C©5%. 100a 
i*T>tr->y>i ooae/mi^LB^u 

- r±T? t flk©9 0 0 a 1 *T>Vi<") > 1 00 «g/ 20 
m 1 *J<fctf;* r VrfY-?A *s>2 0 0 asr/m 1 £#tf 
LB^7'U-h±'C2 0ffiJM^SL/fc. T>t'>';> 
*^tfS»r»fiJc3nfc3 0--» (Ca) . T>t^> 

<cb) **ft-ettw*u Tssycto^ 
<m. f . ) *nmi,tc. 

m. f. = Cb*l 00/ (Ca*9) 
[0044] 04 5 tC. TthMitS «:ttl;tT 

^ttc^i^ccttu-r. TthMuts *tn*fcS#|5fttW&tcsi 
nsfs*i©Tu se-o-c. DNA*i«isit;*{ci^ieD^o 30 

[0 04 5] 

5XV9^|2^J«r^2*tj|DNA4^$'&/c 
ft. ig«Jft€rH*I<fcUfc^ H/^FTtry^ilS^3 

it. KDNA*B3*>e»iSfiK:^iat-rsci*irt^„ 

[ 0 0 4 6 ] 2* 7c. f»3f5E14(c«nsH?Sf?«HS. 40 
v^. • -tf- — ^ 7 X (Thermus thern»philus)£3fe©M 
u t SgaSifflO^Ci-C. @tmfc*>SJ.»ttt^5r> 
<frf **B£-C*>@lRgs#m<fc!5. *>^, *©«««?? 

fcMu sSaff«rf^fflS-«*4Ci*ioItBitt»). DNA 
tSiHSlSOflESOIf A t> *K4ttf S ^ 4 v- £ 183!© 

©PS#©£j£"C*T»<>. -en£©5t6&7ft, 
HtB{tl,fc*r U7"rTti>>.fctS£3-»i, ifWI*©D 
NAlJiffl* i 6S*^?**6tfDNA«:#f®-rSC£& 50 



5 0 u 1 
1 00a 1 

[0 047] ft3fc&>6. *J§ffi**©Mu t 
HWtL/TS^v^^^tfDNAWrJti^Brr^i* 
rti*0€>tt-Cl»S (WO 95/12689, wagner R. Nucleic Aci 
ds Research 23, 3944-3948 (1995)) #*. C©#&-Ctt 

[0 04 8] 
[RTUSt] 
EW#*t: 1 

: 30 

ERI<DB: 
MOtt: 1 *« 

Q00GAATTCA GTTTGTAGAA ACGCAAAAAG 30 

[0049] 2 
EF>J©SS : 28 
E#I©M: 
$©»: 1 

QjGGAATTCT TGAAGAOQVA AGGOXTC 28 

[HB©W#ttttl8] 

[si] *hib<d s x v 9 tttstsimzftmr -sifig 

[B2] DNAif415rt;KJ:r)©5.n/cS^V9^*W 
[B3] pMOL2 UWRMl^KliU n^», 

miom *) *se c r> fcgfc&tc ^-^^fiss -«*/c d 

N A*a*»fe hf^^^ffcTthMjtSKJ: 0 5 7.-7 ? 
tfDNABf/tO^RfrSKrar© r p s Lilfc^©£f| 

[04] pMOL2 l«WBSJ6*R:^*^WtTt»i»*JtS 
(CJ: 0 = * v ^ ^&£tf D NAKJ**#l»tLft:i8iHg!8j 
©r p s Lae^-©^^4JtKL/fc0T*-z,. 



(9) 



#H1¥ 10-257900 



[0H 



♦ 




[H43 



0.6 



Si 0 4 

I 11 



rm 



[02] 



♦ 



A- 



[S3] 



ij 



(51) Int. CI. 6 

G 0 1 N 33/53 
33/566 



F I 

G 0 1 N 33/566 
C 1 2 N 15/00 
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?i#PR»grtj*^l5riOS24^ m#«*S« ^RRfff^*fl7SaiKr2TBl6S41# 



